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Previously
we reported that uremic plasma contained eight times more phospholipase A2 (PLA2) activity than control plasma (Costello et al., Clin Chem 1990; 36:198-200) . That study, however, did not distinguish between various PLA2s that could contribute to the observed increase. Therefore, we developed a sandwich ELISA to specifically quantify serum type II PLA2. By ELISA, uremic sera contained significantly more type II PLA2 than control sera (median = 1025 g/L, range = 52-3320 g/L vs median = 9.2 g/L, range = 4.6-1 7.5 g/L; P = 0.002 Freund's adjuvant, the rabbits were boosted at 3 and 6 weeks with an additional 127 g of the enzyme in incomplete Freund's adjuvant. After 13 weeks the rabbits were bled, and serum was processed and stored at -20#{176}C (17) . Serum at 4#{176}C with primary antibody (4 mgfL) in 100 L of isotonic saline (9 g/L NaC1) and 100 mmol/L sodium bicarbonate buffer, pH 9.6. Plates were then decanted and blocked with 100 L of 50 g/L Carnation Instant dry milk (milk) in isotonic saline for 90 miii at 25#{176}C. Plates were washed five times with 180 L of 0.5 milL Tween 20 in isotonic saline, and then incubated with 100 .tL of serum sample or PLA2 calibrator.
After a 90-mm incubation at 25#{176}C, plates were washed five times (as above) and then incubated for 90 mm with 4 pg of secondary antibody in 100 L of 50 g/L milk in saline. Plates were then washed five times (as above) and incubated with IgG-HRP at 1:1000 (by vol) (Cappel, West Chester, PA) in 100 L of 50 g/L milk in saline for 90 mm. Plates were washed five times (as above), and HRP activity was measured by using 2,2'-azino-bis-(3-ethyl benzothiazoline-6-sulfonic acid) as substrate (18 Interestingly, the type II PLA2 content of uremic serum was comparable before and 20 miii after heparinization during the early stages of the dialysis procedure, and was increased 1.5-to 2-fold at the termination of dialysis in three of four patients tested (data not shown).
We previously reported that PLA2 in uremic plasma was increased eightfold relative to normal plasma when measured by its enzymatic activity (9). Table 1 (14, 15, 24) and RIA (13) methods to establish the identity of the enzyme responsible for the increased PLA2 activity observed in biological fluids.
We were surprised to find that the apparent increase of type II PLA2 in uremic serum estimated by ELISA was more than seven times greater than that by direct (27) . 
